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STEP 1: SET UP 3 PCR REACTIONS: 
PRODUCTS: 



TUBE 1 
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STEP 2: SET UP PCR REACTION WITH PRODUCTS OF TUBE 1 + 
PRODUCTS TUBE 2 + F1 + R4. 
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STEP 3: REPEAT STEP 2 USING PRODUCT FROM STEP 2 + PRODUCT 
FROM STEP 1 , TUBE 3 + PRIMERS F1 + R3. 
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STEP 1 : SET UP 3 PCR REACTIONS: 
TUBE 1 : — — — — 
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TUBE 2: 



TUBE 3: 
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STEP 2: DIGEST PRODUCTS FROM STEP 1 WITH SUITABLE 
RESTRICTION ENDONUCLEASES. 

STEP 3: LIGATE DIGESTED PRODUCT FROM STEP 2, TUBE 2 WITH 
DIGESTED PRODUCT FROM STEP 2, TUBE 1. 

RE1 RE2 



STEP 4: AMPLIFY VIA PCR LIGATED PRODUCTS OF STEP 3 WITH F1 + R4. 

RE1 RE2 



tsggg — s i i mzwmwm i ■ m» 



STEP 5: DIGEST AMPLIFIED PRODUCT OF STEP 4 
WITH RESTRICTION ENDONUCLEASE #2. 
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STEP 6: LIGATE PRODUCT FROM STEP 5 WITH 
PRODUCT FROM STEP 2, TUBE 1. 
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STEP 7: AMPLIFY PRODUCT FROM STEP 6 WITH F1 + R3. 

V . 



FIG.. 7 



DIAGRAM 3 

F1 F2 F3 



J 



'S^mmm^^mmmmm^^^m mi i i ■3533 



R1 R2 R3 



FIG.. 8 



R4 



A-§7229-12 




..j /; >67229-12 

e 



r 



o 
jo 

CL 

E 
a> 

■o 

a> 

c 

CO 
■*-» 

V) 
O) 

c 
</> 

CO 



c 
o 

cd 

CO 
CO 

CD 

<D 

E 

CD 

O 
CO 



CO 

o 



E 
< 



o 

~o 
o 

i 

"O CD 

a) "o 
>*. 

CO o 

Q DC 

° a. 
g 

CO -n: 



CO 



CO 



CO 



CO ~ 

i 

E 



CO 

I 

CD 

5: 



7/7 



V 



"O — 
CD _2 

*C0 J— -♦— ► 

c o o 

© -2 CL 

CD V- 
CL CL 



"O 

.~ co — ' ^ 
Q_ 



CD 



O 



co"§ 
CD b_ 
Q CL 



CO 

DC cd 

0"o 

n_ ^ 
O 



0 s - 
O 
O 



CM 



O 



CM 



0 s * 
O 
O 

LO 
CVJ 



CO 



CO 



*NP 

0 s * 

o 
o 

o 

LO 



0 s * 

LO 

CO 
CO 



LO 



LO 



0 s * 
LO 

OJ 

CO 



CO 



CO 
CM 



CO 



0 s * 

CO 

o 

CD 
CO 



LO 



0 s * 

LO 

CO 
CO 



CO 



o 

Cvj 



CO 



0 s 

CO 
CD 

cr> 



CO 



r*- 
cm 



CO 



0 s * 

LO 

o 

CO 
CO 



CM 
O 
LO 



0 s - 
CO 

a> 

CO 
CO 



CO 

o 



or** 

CO 
CO 



CM 



CO 
CO 

o 

CM 



CM 



0 s * 

CO 
CO 

a> 

CD 



CO 



CO 
CO 

o 



CO 



0 s * 

CO 
CO 

CO 
CD 



CO 

co 



o 

CD 

CD 
CD 



LO 



CO 
CO 
CO 
CD 



LO 



0 s * 
LO 
CD 

CO 
CO 



*-sP 

0 s * 

CO 

CO 
CO 



\0 
0 s * 

CD 
CD 

CO 
CO 



^.o 
0 s * 
CD 
CO 

CO 
CO 



vO 
0 s * 

O 

o 

o 
o 



CO 



CO 



CD 



O 
CM 



CM 
LO 

CM 
CO 



CD 

LO 
LO 

CO 



LO 

o 

CO 



LO 
CM 

CM 
CO 
CM 



CO 
CO 
CM 
^* 
CM 
LO 



CO 



CO 



CO 



O 
CM 



LO 
DC o 

o 

CLO 



nil if if if if if if if if a if n 



WW \\\\\\\\\\\\ 



CD 



CD 2 

■go. 



— Y — 

^"§- 
cd y 

Q CL 




£_ -5 CO -3 

o ro c P 



t 



+ 



